for 2 hr at 20#{176}C and incubated for i6 hr at 4#{176}C in 1/200 dilution (v/v) of an antiserum against GDH in BSA-PBS-NaN3.
The blot was rinsed for 2 hr at 20#{176}C (4 changes) with i.5 liter of BSA-PBS-NaN3 and incubated for 3 hr at 20#{176}C with 10 ml of BSA-PBS-NaN3 and 5 pCi of ('2511-protein A (Cat. no. IM 144, Amersham, England).
The blotwas rinsed for 2 hr at2O#{176}C with 2 liters of PBS-NaN3 (5 changes), dried between sheets of filter paper (Cat. no. i65-0921, Bio-Rad) for 48 hr at 20#{176}C, and exposed to Kodak-X-Omat S film (Eastman Kodak Co., Rochester, NY) pressed onto a Kodak-X-Omatic Regular cassette with intensifying screens for 8 hr at -70#{176}C, before development of the film. Lanes 1 and 3, GDH; Lane 2, mitochondrial extract.
Production and characterization of a mouse immunoglobulin subclass
IgG2 monoclonal antibody against GDH (clone G-23) have been described (28). This antibody is monospecific towards rat liver GDH ( Figure   2 at 15,000
x g (large gold particles) or 100,000
x g (small gold particles).
The precipitates were re-suspended to the initial volume with 0.5 mg/mI polyethylene glycol 20,000 (PEG-20,000) (Merck) and centrifuged again as indicated. The precipitates were then suspended in the PEG-20,000 solution in one tenth the initial volume and kept at 4'C. .1.
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. Original magnification x 9000. Bar = 1 pm. Arrows indicate aggregates of 6 or more gold particles, which were counted as only one gold particle. Figure  lb shows a high-magnification detail of the cell shown in this figure. (b) Monoclonal antibody and IGS procedure. Two peroxisomes (arrows) are not labeled by the gold particles.
Original magnification x 40,000. Bar = 0.5 pm. GDH is referred to in textbooks and reviews as a mitochondrial matrix enzyme (26, 41, 45 In conclusion, we show here that: a) monoclonal antibodies can be used for immunocytochemical localization ofGDH; b) this enzyme is mainly located at the mitochondnial inner membrane of rat liver pamenchymal cells; and c) all mitochondnia of a pamenchymal cell contain similar concentrations of GDH.
